T Cell Subset Enumeration and Weekend HIV Clinics: Reliable Performance of CD4 Cell Counts after 3 Days
To the Editor-The expansion and improvement of services for people infected with human immunodeficiency virus (HIV) has led to the introduction of weekend HIV clinics in many hospitals. In places where laboratory facilities operate on weekdays only, blood samples may wait 2 to 3 days before T cell subset enumeration is performed. Guidelines from the British Committee for Standardisation in Haematology, published in 1997, stipulate that CD4 cell counting should be performed within 18 hours after venesection [1] , whereas those from the Centers for Disease Control and prevention, published in 2003, recommend testing within 48 hours [2] . In view of these differing guidelines, we performed sequential daily T cell subset enumeration by flow cytometry for 4 days on a set of consecutive blood samples received for CD4 cell counting to determine whether the samples could provide reliable results over this time.
Nineteen edetic acid-anticoagulated blood samples from HIV-infected individuals were received for CD4 cell counting on the appointed day (the laboratory is registered with United Kingdom National External Quality Assessment Service [3] ). We used Multitest CD3/8/45/4 kits with TruCount tubes (Becton Dickinson) in accordance with the manufacturer's instructions, a method that uses both single-platform and CD45/side scatter gating technologies [4] that improve the accuracy of CD4 counting [1, 5] . T cell enumeration was performed once on the day of venesection (baseline measurement) and once on each sequential day for a total of 4 days by an experienced operator. Samples were run on a FACSCanto II flow cytometer (Becton Dickinson). Blood samples were maintained at room temperature in the laboratory and treated the same as routine clinical samples.
The median age of the 19 subjects was 37 years (range, 23-63 years), and 11 were male. Mean absolute CD4 cell counts were 422 cells/mL (range, 260-890 cells/mL), and CD4 counts as a percentage of lymphocytes were 23% (range, 26%-35%). Each day, from day 2 through day 4, the mean coefficient of variation (CV, calculated from the baseline value and the value on that day for each sample) was !7% for all 8 parameters: CD4, CD8, and CD3 lymphocyte absolute and percentage counts; total lymphocyte count; and CD4:CD8 ratio (Table 1) . There was no increase with time in mean CV from baseline measurement for any parameter ( for all P 1 .4 comparisons; Student t test).
The mean CV from baseline across the 3 days was greater for CD4, CD8, and CD3 absolute lymphocyte counts (5.18%) than for percentage counts (2.72%). The mean CV for absolute CD4 was 5.07%, and the mean CV for CD4 as a percentage of lymphocytes was 3.33%. This is no different from the mean CV for same-day intraassay variability for our laboratory of 4.84% for absolute CD4 (P p .85; Student t test) and 4.47% for CD4 as a percentage of lymphocytes ( ; Student t test). P p .27 The largest mean CV was for CD8 absolute counts (5.68%), and the smallest mean CV was for CD3 as a percentage of lymphocytes (1.75%). There was no consistent trend for any parameter with time. The CVs over the 4-day time course are consistent with previous flow cytometry studies that used in-house protocols and that were published by us and others from the developed [5] and developing [6] world. Our findings indicate that T cell enumeration can be reliably conducted by flow cytometry 3 days after venesection and therefore on Mondays after weekend clinics.
